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|57J Abstract: 

PURPOSE: To obtain the subject DNA fragment, containing a specific base sequence 
having the promoter function in a specified coryneform bacterium, having increasing 
action on the expression intensity of a structural gene and useful for producing, 
etc., an amino acid, etc. CONSTITUTION: This DNA fragment contains a base sequence, 
expressed by the formula and having the promoter function in a coryneform 
bacterium derived from a gene coding a diaminopelargonate aminotransferase and a 
desthiobiotin synthetase in the coryneform bacterium. 
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(54) £Sffi<0£*W n»j^5«B»rtTyD^-^-ai*&^rr*DNAWfr 
(57) [£*)] 

ItiUft] ^H^/^f!)^ • 7 7/UMJ-2 3 3 

y * y =c 7 — if&tf-r * y is v-fc * —if £ =i 

- K-f *£fc^lCfij*-r* 2 8 5«£#J: 0)*^^n^ 
-*-«fc**Tl-6DNA. 



AGTCCTGTTG CTTGGGTTTG ATCAAGGCCT 
TAGTACACCA AGAGTGCTTG CATGCCGTAG 
ATTATTGAGG TTGCGCTTTT GAACCTAACC 
AACAGAAAGC TGCGGCAATG AAAAACACTT 
CCTATTACAC TGCACATATG CAACCAAACC 

Sr^tfDNARfrtfo 
[000 1] 

Sr£tfDNA0rtf<c§8-f£o 

[0 0 O 2 J 

SHffaftA£J:***®*attAtt, tr - => 

y ( Escherichiacol i ) iC It ^Ti&h, 
10 0 0 31 -J6r, **W#btt5feli=y*a!»ll!l»fe 

7;/ h 7 7 x t w w>t 

- 1 7 4 7 5 7*§-91*ffl#&fiB) o 
[0004] 

[00 0 51 

[^JS«r«^i-6/i:^<o^g:l *S&E#s>Hu =>V*W 

;/^7/^K7^/ h7^7x7- HRXtfX* 

fi- K-f&BG?- (SITrti 
fbioAbioDj tV>5:t^*>5 ; 
1 7 4 7 5 7*njMF#R8) _bS£(0 2 8 5 b pODNA 

[0 0 0 61 ay+anwurt^ 



AATCCACCGG CTGCAACATC AAAATACAGG 60 
AAGCTGAATC GCTCCCACAT TTCAATACTG 120 
CGTTGATCCA GTTGGACCAT GACTTCTCCT 180 
AGTGCCAAAA ATTGAACACT GTTCAATTAA 240 
AAGTGACGGA GGAAA 285 

AbioD) l:^t53y^ittli^T7'n*-^- 

5 b p<0&&mH&$t*DhlAmKX1bZ < > BIT. 

[ooo7] *9M«»(c*5i^r > t7v^-?-mm& 

^i-5DNAj *tt. *^o(E9«:BMW-afci&fcR 
N A * 9 * y-*1>mm£te&+Z> D N A ±Offi«X 

6DNA*g*1-5o 

[0 0 0 8] *&W<D-7u*-?»-mm&&'fZDKA 
It. a#ttay*S!JB*rt<Ob ioAbi oD^tfD 
NA»WP>H5rtm5. ±Eb i oAb i oD 

ttt, yi/f/^7!)^A-77/<^MJ-2 3 3 (FE 
RM BP- 1 4 9 7) *5j:tret>ft3felfc ^Hfy^ 
7!) *A • 7V*=7n^ (Brevibacter 

1 u m a mm oniagenes ) ATCC6 8 7 

1 V HA T C C 1 3 7 4 5. I^ATCCl 3 7 4 6. 7 
l/W7!)!>A.7^!l*n ( Brevibact 
e r i u m divaricatum ) ATCC14 0 

2 o> yutr/^^xy *A • 7* h7/->^A (_B 
revibacterium jactofe r m e n 



turn ) ATCC1 3 86 9. ^y^fU^A*/ 
^ ^? A ( Corynebac ter ium g j u 
tamicum ) ATCC 3 1 8 3 1 *#<T»K:«B4 
ft*. 

[0 0 0 9] ^fe&<DflM^ttdMfca>e>b i oAb i o 
D*«ODNAKfr*W«+*fc*(0»«#<D-««r 
3*^fttf*0**5i>TNfc<5. ±ISb i oAb i oD^ 

triff/m. ±ie=iy^s^ss, «*.tf:/wtf/<*iry $, 

^•77/<AMJ-2 3 3«c (FERM BP-149 
7) ©fcfe#±W»£U wOftftfftrXSftMIUNR 

[0010] 9rr. /i/^7»;^ • 

- 2 3 3«c<0^*«|^e>»fe(*:DNA*ttaii-5 0 wZ> 

8s&»Di*AzmmKMimm, M tfsa U 3a i £ 

JfJl^T. DNA^cr>^^$^2 0-3 0kb|C^-6 
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DNA in vitro Packaging Ki 
t *ffl^5^fC«AiC<fc V % b i oA£>5VM2b i oD 
<0*&Lfc*JlBSg£*#; (Journal of Ba 
cteriology, vol 94, p2065~2 
0 6 6, 1 9 6 7RXf} o u r n a I of Bact 
eriology, vol 1 1 2 X p830-83 

[OOll] »6n5JR«CHM*J:0 3X5 KDNAi- 
»ttlU *Dlfi»^r-AWr^wi:<cJ:^#A*H^w 
\f'<fir!) *?J* • 7 7^MJ~2 3 3t*Sfe£,ft:£&(D 
bioAbi oDSr^tp^^Sl® -*»i-6r.td«-C 
£5, LT»e>ii5b ioAbi oD^^ 

[0 0 12] fclC. ±m?&bMtb ioAbioD^ 

-^^^ KMlf A L^O^* ^-^7^^ KttMMH 

nn$L'<A'xmc£ZBKtemc£L ingsb i oa& 

[0 0 13] #^>n^^K«S^«J:^^7^^ KDNA 

wb><*y y • j — 2 3 3ttjfe6{t&& 

<ob i oAb i oD*$trm}i*vm-&ft-t-z>zk& 

•C^F6o ^i^KLT^ixSb i oAb i oDtt 
J - 2 3 3 t*Ofcfe#D N A £®mm$ Sa u 3 A I <D 

1 
1 
1 
1 

[0 0 17] ±!2£*lf\ 2. 7 k bO X ho IWWtm 

£#LT^*CtjWfcS£HT:te'K bioAbioD 
IS, T'U^^r 'J !)A • 77/UM J - 2 3 
PNAfrfflfiBBSK S a 1 iRl fXh o I xmV tbi^ t 
iz£^T'&bhZ>±££fim2. 7kbOTNA»r^ 

[0 0 1 8] 6l±lc»3«Lfc**af^» 4 . okbtOb 
ioAbi oD$r^tpDNA»r^<D0JIS»^»r^$r|2l 



k bODNAKfrfc^tfarfctf-C**. 
[0 0 14] wOj^4. OkbWbioAbioD^ 
*>DNABrtt£, ^l«Mt§)»r LA: t %V>$m 

mL#&v®mmK<DX% * £Tia& 1 id*-*-. 

DNA^Xd/7^^ K«\ Sf«O^J{S»*cO^T 
« V * 1 % r # n - * y /i-«SL*»*J J: 4 % # y T * y 

[0 0 15] tt W^^^fJ ^77,; 

HU I^x!lt7' 3!)07A^7r^ (A p h a 
ge) ODNAfrMIRgfiK H i n dill XWmLXnb 
ri5^iK*P©DNA»f^^-7^D-^y/Ht 

T-3yc0^7^'^>'^^l 7 4 77^ (0x17 
4 phage) <PDN AfcfBJKfggjg Ha e IHT*M*L 
Xfe>H5^iglto^DNA»r^ll-^!l7^ y/U 

^DNA»r^W7^^ KO#DNAttftftf>*:££ 

o*£££flD*LTJfca6S* **5 X ^DNABrK-eo** 

SO»»C*5V^T, 1 k bW±COWf^(07^^${COV^ 

tRJIU #*0. lkb^e>l kb^»r^?$ 

icoi >rtt 4 y r * y /ur ^ Ky/Mtft«cftt «t o 

[00 1 6] 

[&1] 



£1 



Bam H I 
Dr a II 
Sac I 



Xh o 



tWrfr*cP*#3 (kb) 

0. 8, 3. 2 
1.2, 2.8 
1.8, 2.2 

1. 3, 2. 7 

-2 3 3(D»6M, MMBK S a 1 I &m*X9l9m 
1-Zbtz£*)nbti&*i$£&m4. 0kb<DDNAWf 

K&m^x. zvmmmmz^yxz k p uc 1 stat 

ttpUCl 9«rfflV^5^*^>3C^U^KBWft 

(dideoxy chain terminatio 
n &) (Sanger, F. et a 1. , Proc. 
Nat. Acad. Sci. USA 74, 5463, 
1 9 7 7) KJ:9ft&-ttSr rWplcU 

x*«Lfc«ftWffiw*ic4 2 3®or s k+ 

£12 6 9j£g*U')fifc£b i oAt-7*>!l-7>f> 
?yu— A£J:tf2 2 4i07$;^3-Kt56 7 
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A##£L HWF3- 1 7 4 7 5 7fWS#I) , 
10 0 19] fcK, K^!)-f^/7l/-i.(D 

iSystem-1 Plus £/B^T£^-?#> DN 
A$U*(0«tett. WtfDNA^v^^7-4 0 
Sm (£fgi£tfc») 5rffi^TNa t u r e, 3 2 4 , p 

1 6 3 (1 9 8 6^) \z.&m.<oxm\c £*)?r?zt&-e 
^ y *s*8ig&rt-c a «j^^o w»-< 

fctt*fc tr ^^rlcio T*S81" 6 n * # -c t 5 0 
[0020] r=y*fij»Brt-c&fnt»[Rri6^n* 

«rtT&»l««prffi<CDNAI»^ (a) ^ d — $ 
S*»*eT-«r-»tfDNA«>t (b) UUTnn* r« 

&&mm*im*Dt4AmK (a) ttr^nr/^^y 

- ( Brevibacterium 
stationis ) I FO 1 2 1 4 4 (F E RM B 
P-2 5 1 5) mXiD-fyXiL Kp B Y 5 0 3 trMIW 
i Kpn It^Dtfif: £K:i;oT&£>;ri5ft)6 kbo 
DNAfcrK\ ^o^-^-as^LT^S^Sft*^ 
# * ft £ a - K-T S fcfcfcGHF- «r*tr D NAIfit 
(b) t L txi/x !^ 1 7 • 3 !J (O h 7 T n 9 

7i-=i-/l,rtf;l'h7>'^7x7-f (CAT) £ 

^-K^Sftfc^£&;fif-f*:/7*S KpPR3 (#88 
?3-1 4 7 7 92Wt« Sr^Jf6w^^-Ct 

So 

[00211 kk v ±&77x* h'&tom^ff-zm 

t y d -«|g^tt 6 D N ABritroMHi^^^ 

(Agricultural and Bioiogi 
cal chemistry, 5 4 » 4 4 3, (1 9 9 

o) mm) *rcmtRa v *mmm* tott-fuvw? 

y *A • 7 7/UMJ-2 3 3 (FERMBP-149 
7) -£AU ^fnaHktr9^«*ift-C«||L. 



*-*-tf*^LTl>*&m£;ri6^£«fc-T (b) a* 

a^&Lr^s&m^fts^j&e^ (b> ©«5iot 
«*ij:T«aafc«o!)iwsii, (b) frmmtiL 

(b) OJB%&*&\ RiBe^<o»a« 
[0022] fcic ^a^ns^f Jte^ (b) 
h'&mm^ff—s c»ixtipPR3o^$tt5-<#c 

ATa^O±mMfefrXS«MIH»ll« Wit tfBam 
H I "C*B!U 8t»tt^»flBb ioAbi oDfr£trD 
N AtftfAXDMBDN A&DN A U tffejffilc J: 0 

(b) *>*»8:icj:9. ^«<e«wfeoaae 

[0 0 2 3] *»< LT»e><x5**W^o^-^-|| 
# : 1 IC^SH* 2 8 5&£ft£ 9/££DN A&mf 6 

WAfrbtimZtltib ioAbi o DSr^tfDN AWffr 
^*tf-<;/^V*t»lSy s t em- 1 Plu 

[0024] iftgacoiD< r/ufcr^-r u • 7 

7/<AM J -2 3 3(05fe^DNA^e>iiBLT^e>^ 
£«BWODNA»rJm, ^n^-^-^^|||f6«,( C 

«^««*:WI[JEdH(iA**Lrv>rtJ:<. 

ttZDKAmKiz&$£Hz>i><Dvhz. 

[0025] 

[0026] mmi 

-f\s\f/*$T}) »A » 77/UMJ - 2 3 3&&<Oi?T 
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ABffr (bioAbi oDWrft) <D*v->{£ 
(A) ^l/^fy!>A'77/<AMJ-2 3 3^ 

¥£&«tffcA#J& (*B£ : i|2g, (NH 4 ) 2 SO 
4 7 g, K 2 HP0 4 0. 5g, KH 2 P0 4 
0. 5g, MgS0 4 0. 5 g . FeS0 4 -7H 2 
O 6mg, MnS0 4 *4-6H 2 O 6 m g » 
=.*X2. 5g s WFZ/tiLSg* If7h^-V2 00M 
g> I»f7$y200// g, 0 g. M@ 

*i u y h/w) i y ^ h/Mc, ^uex^y vjx • 7 

7/<AMJ-2 3 3 (FERM BP- 1 4 9 7) £2* 

£ 1 Omg/m 1 (OaiSlcy Afrfttr 1 OraM 

NaC l-20mMM)^gfS (pH8. 0) - 1 m 
M EDTA '2Naiil5mI KfiWLfco ^IC7 P 
D7t-t?Kt;«a^lOOM/m i 

u 5 0t:-e6»B«fflur»SLfc o 

^I©7 x y -^/^ d d L, (HR-c 

oooxg, 20m io-i2t) u jt*B#fc 

^^/^v«<or^tci#^E*r6DNA^^7^*-C^# & 
fcDNAl:iOmMhy^H«« ( P H7. 5) - 1 m 

10 0 2 7J (B) ««*itaMi 

±22 (A) «-CHfc^U^7y7^'77/UMJ 
-2 3 3©iDNA90w 1 trMPHHl g a u 3 A I 
luni t^fflV\ 3 7tT'2 0^W$m^ 
Lit. Z<DU##mDN A\Z=* X * KpWE 1 5 (* h 
7*V-sVm «r««SWB_amH I -CSHtfLfcflL 

K (pH7. .6) . lOinMW^W 1 m 

M ATP, lOmM Mg C 1 2 RVT 4 DN A U # 
If 1 un i tO*A^trWHL (#/*#0*#t**»| 

[0028] (o **^^$L&f$ t \m*-rz>mm*^ 

±12 (B) *-e»fca** KHK*Jflt\ •MB**'* y 
tT • =>y R8 7 3 (b i o A4) *t»WAL, T 
V*vy>5 0mg«:StriMWifi (K 2 HP0 4 7 
g, KH 2 P0 4 2 g, (NH 4 ) 2 S0 4 lg, 
MgS0 4 • 7H 2 O 0. 1 g> /Ml 0 g, 

iT/Ua-^ 2 gftO«^ 1 6 g *m®fc 1 y v YMZJfe 



Jt/CI n <5A DN A in vitro Packag 

i n g Kit tm^xftvit. #«±ofenr*t#» 

£J;9, tt«S*U ^H?ffJ:»)a^^ KDNAttttH 
U K<rMIMI»lcJ:9gKU T#p-*y 

^i^ft^^X^fc^5, =**S KpWE 1 5 
©»Sa. 8kb(DDNA»r^cM, I^3 0kb 
ODNAWfraSRfefeixfc. KfcpWEl 5- 

b i oAi**Lt 

[0 0 2 9] (D) bioAbioD»f^7^U' 
pBluescr ipt II'MDIrV^ n— =i>^ 
±l£ (C) «-C»fc=xx? KpWE 15-bi oAt:^ 
tH6DNA#A»r^30kbt^<, H^W-C 

-f 6fctf>IC. -fy*% K pBluescr ipt II 

/ h7>^7x7-fM7^ft^f>-»'t^- 

K*f5*fc^ (bioAbioD) fc^tfDN 
A^SrTfecot^O-^^^D-^V^Ufco 
[0 0 3 0] ±ia (C) 5 KpWEl 5- 

b i oAfrfBBWlft Sa l 1 "C^DgfLfct>(Q^ , 
5 K pBluescr ipt II£(EJSBg»jg S a 1 I X$) 
Br Lfc U 50mMFy^»i (pH7. 

6) % 1 OmMi^ft^W I — /K 1 mM ATP. 
lOmM MgCl 2 MT4DNAy^-f luni 

t ««jft»»«aD l (M^MtttMst $> 

[0 03 1 ] »MLfc:/5x$ K«»*Jfllf\ »k*A^ 
'> •> (Journal ofMo 1 ecular 
B i 6 1 o g y /' 5 3,1 5 97 " OTTO ) ICftV «i/ 
xyk7-ayR8 7 3 (bioA4) #*r7gR<E* 
U T>^VSly5 0mgMtriMR«ik (K 2 HPO 
4 7 g> KH 2 P0 4 2g. (NH 4 ) 2 S0 4 l 
g. Mg S0 4 • 7H 2 O 0. lg, JJ-fK/mi 0 
g. ^^2gW3|^16g$:»iyy^ 

[0 0 3 2] w<0«*±C5^Wlf|c«r*ifefc J: 
U **«J;^7^^ KDNAfcMWU 

ffiV^TIK^fct ^5, 7^7^^ K pBluescr ip 
tlI(D^$3. 9 5kb«DNA»r^:M, «$4. 
Okb^ADNAWr^W^t rcD^y^^K 

feJBir\ ±e*jEfe»ciae^flft&x:'> 3 :y tr • =^yR8 7 

7 (b i oDl 9) «$r^HI5|fet. 7^11^5 0 
m g Sr*tf S^i&ifi [K 2 HP0 4 7g, KH 2 PO 
4 2 g> (NH 4 ) 2 S0 4 lg,MgS0 4 -7 
H 2 O 0. 1 g. #1f$V&l Og. ^/U3-7 2g 
1 6 g 1 y y icmtt L 

[0 0 3 3] r©**±0**«|5«:1St»C±9»*#* 
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^ti^t:^ ^>xytr«3yR8 7 7 (b 
i oA4) ftvBnm&m^ftbthtL??**. yt± 

<mm^ zfy^^ FpBluescr ip t 

2. 9 5 k b<DDNA^>tlC;&D*. g£#j4. 0 k b CO 

#ADNAHff##IS&kixfc 0 ££tt4. OkbWDN 

£2 Sy** KpBS-b 

H i n dill 



100 34] 
l£2] 

i oAD4 



Xho 1 
BaraHI 



S-b i oAD4i:^Lt 

[0 0 3 5] J^±<08£<t9, BWHl Sa 1 1-Cg)9 
[0 0 3 6] 

b i oAftttb i oDitfedF-^^DNA^fK-CO^ifl 

(A) f^v/9>;a-^^h^ 
*JfcmT»fe*ifc:/7;*5 KpBS-b i oAD4 

(pBluescr iptHO Sa 1 I iNf b\Z4. 0 
k bcofff#aM*A£ftfc:/7*S K) 30Mg£fcil8S* 

i xba i frjflivc3 7*:. mrasj^tcioeiwru 

&ffi£-£fc<D*>, ImM t h i o-dNTP£2*i 
1 „ 9 \sS—1ft¥\ (klenow fragment) 
5 u n i t s «nut, 1 0 5M8KJ6Lfc. S£» 

^t^7i/-^PD*/^ (1:1) -C^3»r»r 
tf£«ifflL*:<D*>, 2. 5§iOx^^/^iDN 
A*tfJK£^*: 0 S^m. JiaWftLDNA«r@tt 
Lfc<, :^DNA^»U ftlBBSNS E c o R I frJBH 

C07x/-/P/^titi*/l/A (1:1) -CDNAWrK*^ 

J&'b&m®. XftWIU DNA&01&L 
ft 0 &btlfZDNA% 1 0 0/2 icOExoIII /^;7r 
— (5 OmM TrisHC! (pH8. 0) , 100 
mM NaCl, 5mM MgCl 2 , 10raM^> 
J—W \z®MLtt 0 :cODNAB«l:i 
80unit s<D^*y*? 1/7- tflll SriCx:, afro* 
^y**fcTlJI#U 3 7 < CHT^Lfc 0 
1#SK1 0m l-fo. ^WWBLfcl OO/i 1C0MB 
)l^l/7-f^5'77- C4 OmMlMKt h !) *ApH 
4. 5, lOOmM NaCl, 10%^!)tn-/V) 

u-T-^III 3 7lCK<b£U 5 0u 



g)»fgf£g>*g_g (kb) 
6.9 5 

4.2 5, 2.7 

3.7 5, 3.2 
ni tsOMung B e a n & 9 1/7— fef &JjD;i, 3 
0£MR£Lfco ^S^>1 OmM TrisHCI-1 
mM EDTAW?*/^!!, ±»fc*on# 
VT ^^7/^3- /I/ (2 4:1) "C 1 0DNA 

zzti^tifotovtu ±.mz % 2. 5{B&<D^?/-/ls 

Tft#Lfc0^g£&&Lfco ^HfcDNA^50^ 
l<0^1/y-^777- (7mM TrisHCl (p 

H7. 5) , 0. ImM EDTA, 20mM NaC 
1, 7mM MgCl 2 , 0. JmMdNTPs) tCf& 

m*1t1t.&* 2 u n i ts^ uy-&r#£ftlx.. 3 7 
1 5^Mlt ^<D^tC2. 5f&ft<Om^y 

-/U-?ifc#fc, g£f£&Lfc„ ^<b*WtDNA£4 0 *i 

— A% ImM ATP, 1 OmM MgCl 2 ioJ:(;T 
4DNAy^-f5uni tsCOMMttU 12 

^^tx^yt7^yjMi09 <£mM±X) 

*r?lflWE*U 7V^>y^5 0<i 1/ml^trLB 
(lOghy/hy, Sgfftttttfi*, 5g Na 
CI, 16g agar/lDimt 4fLfc 
=ju^X*>yy^^ K^riWt, hDNAco 

4 k b*T')ft2 5 0 b p*5£l£2 O^o — >&iS&L 

fc. @«icLrafr;*rfi)o*o— >£oVvtt>2 0*n — 
[0 0 3 7] (B) 7^ x^-^r^ (dideoxy)fe 

tc < t:^Tt/->3y$a^yh g>&gfcffj<pft% 
±i£-e#bftfcS^£6&:s-ei om 1 02 xTYitit 

(I6ghy/fy, 8gfi*tfttiajfc>, 5g NaCl 
/l 1) «IU 1 50/i g/ml K&£J;?K:TV 
l^v/y VSr&anUt, 3 71C-CO. D. #0. 3«C*6 
^w^77-»13K07^1 

o 8 /m 1 iztezxiicmnm.1t. 3 7X:-ei&fmm* 

Ltl'&* 25^lMlrUWOml(D2XTY«I 
WbDU 3 7ttl2«iLfc fl ft&ttl. 5ml 
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±.m(Di. 2m 1 €r*?Ut«?'<i' K/u^^-a— :/ 
KpoLfco 200^1OPEG/NaCl^I(20 
%PEG, 2. 5M NaCl) ^Mf iTl 5^ 

ffi$:100y IOTE/<y7rH:!BjSL % 5 0 m 1 <E> 

1 0 ii 1 0 3Mfi»t h »J ^A2 50ii 1 a>x-*/—>v 

Om K0TE^y7rH:SH?Lt ^rV^ORlS 
tcftv— fefVe r. 2. ODNAV-^^^^^ 

IO±E-CW«LfcDNA*i*«rAii* i<^L5 5 

t:-ei crisis ufc. tm^ft^itv^v^yKfom 

*2n 1 AO*. $e>«Cl m I COO. 1 M DTT, 5 m 
CiW Q - 35 SdCTP, 2/i 

AD*. 3 7t-C5»P«tfc. A, G, C, TRHD* 
>a y^^*r+*0^a.-^fc2. 5m 1 
-fo»ttU 7^^W^TW^3. 5 
ji IfoftftU. 3 7t;t?5$MBRJSLfc», 
Jh**4 m l foj^lfc. *R*«*3 a l fo^A 
K<Di*\ I 5 0 0V-04#W«fc»ft£fTfct\ Xfc? 

1 tC^T, Sac I (7>±$fc 1 3 2 b p H Bam H I 
£>Tiftl OObpi-CiCb i oA^- KLT^6fc* 

TSttiC 7 b p H Sal I <D 3 4 b p ±»C b i o D& 

-A miS^3-l 7 4 7 5 7^93iNH$#R&) . £ fe 
tC, S a c 1 0>±Sfc4 2 9 b p 75*61 3 3 b p<0fc^*T 

[0 0 3 8] 

(A) DNA^^if<SiC^1-^^7-r^-DNA^> 

gtfcW2K*5^Tftfelfc b i o A b i o D^tfDN 
ABrtfOffi^fct^lC, Sac lt^f b<0±ift4 2 9 b 
p^6l 3 3 b p (Dfi?!l#^ : lK^£ix£2 8 5&g 

3' 5' -CCGGATCCAGT 

CCTGTTGCTTGGGTTTG-3' (K?'l# 
^: 2) , 3' —5' ^^v-^LT, 5' -CCG 
GATCCTTTCCTCCGTCACTTGGTTT 
-3' (E?iJ#-J§* : 3) <D2 8me r ^ytr^lsftM 
DNA^«S ystem-lplus &m^X<&J&\, 



[0 0 3 9] (B) ^D^-^-«||e^-r-5»f^(Oii 
ti 

^ (5 0mM KCl, lOmM TrisHCl 
( P H8. 8), 1. 5mM MgCI 2 , lOO^g 

/ml^^fy, 20 O/iMdNTP s, 2 50pmo 
\rfv4^— ) iC, 2. 5un i t SCOT a qtfl) *y 

-if, lng»DNA5r^U f-{^-f t-9 4t 

i#Bk r~-y ^3 7*:, 2#ra. ^y>7^^- 

7-408f (£jg£tt$¥) T?2 50<^^trti: 

zvDNAmKzmmz&iz. m^DNAmntovmn. 

4%T^n-^y/vm^*«J^ct9 2 8 5£&#<0DN 
ABrtf£«f81-*r £ J: 0 frfcofc. 
[0 0 4 0] ^MS«4 

^^^-«i^f5DNAi^7^-; KpP 
R 3 ^<pm A 

#W¥3- 1 4 7 7 9 2*W»»©IB«C*V*TiMlL 
fc/7^^KpPR30. 5MgCMB»* Bam H I 
(Sun i t s) £3 7t-Cll$lifl£J£i*it\ -?y*$ 

[004 1 ] Ha«3"CW«Lfc^n^-^-«|BSr* 
-f£DNA#rtf KDNA$MWMrS£U M 

fc«L tt*fi5»«*Ort»3ftS*»»*fc LT#* 5 0m 
Mhy*l8fcr#pH7. 6, lOmM MgCl 2 , 
1. 0mMm^Kh-/K ImM A T PR.XJT 
4DNA!)^-fluni t left* X b \C&f$.&£#it 

u 1 6t;-ci 5^K»tabfc 0 zommzm^x^i/ 
^ytr-^yHBio i<o*>\?y->YM:>\> (£iB£ 

[0 0 4 2]fH^tt5 0Mg/ml 

<D*-rw^v*£tfL»i6 (hy^hviog, g*# 

5 g , NaCl 5 g % ^©^C IK P H 7 . 
2) -C3 7ti::T2 4l$f8U$£U LT^btl, 

[T. Mania t i s, E. F. Fritsch, 
J. Sambrook; M M olecular clo 
ning" (1 98 2) 9 0- 9 1 »RR) t£ <fc 9ttffl L 

[0 0 4 3] Kf*tft'<A'*ttlCj:9 
yu-tr^^ry^A- 77^isMJ-2 3 3 (FERM 
BP-1 4 9 7) >^7^^ K»*«c^*WElftL. T 

7^ ^ K<D{&l»i Bam H I . Kp n I % Sac I 5f 
(O^jRSS^I^t ZWm'<?->\Z XoX p P R zizmtz 
ie*¥DNA^m^*Hri>-5^i^fllSt, :o^7 
^;KSr"pPR3-bioA" tfc e 
[0 04 4] HHBM5 
^P^e-^-^O^ : HBS^ 4tpPR3 JC^A L 



-7- 



;^7^7x7-f (cat) om&zmfe-tzzt 

[00 4 5J pPR3^«yu^f!J^A. 
77/UMJ-2 3 3^i:pPR3-b i oA^tt 
67^1/^/^7!) !7A • 7 7^AMJ- 2 3 3#£*;|X 

3&2&0yi<a (A) *K^<D¥3>j£#JfcA«tffc|c 
*t^'>yS:5 0/i g/mlM«il Omi^A 

0 0m 1 (DAofcEft 77^^^6 ^m«H«^iS 
U CATtDjgffiWSWfl^fc. CAT^IiW. 
V. Shaw b<DJife (J. Bacteriology 
Jan. (1 9 6 8) 2 8~3 6^I) (^«t9 8)3£L 
fco p P R 3 - b i o A^WT^M J — 2 3 

3#Ji, :/n*-*-o#A£ix-Cv>/j^p PR3M 
3 3»^1 0flffOCAT«tt*rt>o"Clr^ 

AGTCCTGTTG CTTGGGTTTG ATCAAGGCCT 
TAGTACACCA AGAGTGCTTG CATGCCGTAG 
ATTATTGAGG TTGCGCTTTT GAACCTAACC 
AACAGAAAGC TGCGGCAATG AAAAACACTT 
CCTATTACAC TGCACATATG CAACCAAACC 
(00 4 7] R?IJ## : 2 

mm<o&$ : 2 8 
min® : mk 

E3*J : 

CCGGATCCAG TCCTGTTGCT TGGGTTTG 
[0048] K?lJ#^ : 3 
: 2 8 

mm: 

CCGGATCCTT TCCTCCGTCA CTTGGTTT 
T 5 / h7^7i7- tf^TJC^^^hf^V'^V-fe 



[004 61 
EW: 1 

sa?yo&£ : 2 8 5 

mo& : -*« 

W&WWm : g e n om i c DNA 

@m 

i^iyutV^fy^A 7ys<J>> (Brevibacteri 
urn flavum ) 
tfcfe : M J 2 3 3 

W**r*-f IB* : P r o m o t e r 

AATCCACCGG CTGCAACATC AAAATACAGG 60 

AAGCTGAATC GCTCCCACAT TTCAATACTG 120 

CGTTGATCCA GTTGGACCAT GACTTCTCCT 180 

AGTGCCAAAA ATTGAACACT GTTCAATTAA 240 

AAGTGACGGA GGAAA 285 

m<r>& : 



28 



^DNA 



28 



BamHI 

B&1I Xhol Sad DraQ | 8«U 

i i T i I i _ 

4 00 bp 



-8- 



(so int. ci. 6 mmzz^ jr^mmm^ fi mmm^mwr 

C12R 1:13) 
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